Multhiomycin
inhibited phe-tRNA binding to ribosomes at magnesium concentration greater than 10 mM. Binding of phe-oligonucleotide (RNase T1 digest of phe-tRNA), to ribosomes and the reaction of puromycin with Nacetyl-phe-tRNA in the presence of GTP and S105 supernatant fraction were not affected.
The antibiotic inhibited phe-tRNA binding to the 30S ribosomal subunit.
Dipeptide synthesis between phe-tRNA and N-acetyl-phe-tRNA which was prebound to ribosomes was strongly inhibited at 10 mM Mg++. Table  3 .
Effect of Multhiomycin on N-Acetyl-phe-puromycin Formation The peptide bond forming reaction between peptidyl-tRNA on peptidyl site (the P site) and AAtRNA on aminoacyl site (the A site) is catalyzed by peptidyltransferase which is an integral part of the ribosome9~13).
The reaction of puromycin with N-acetyl-phetRNA bound to the P site (puromycin reaction) occurs readily to form N-acetyl-phe-puromycinu'15). This reaction is stimulated by GTP and G factor which translocates N-acetyl-phe-tRNA from the A site to the P site. As shown in Table  4 , multhiomycin did not inhibit The reaction mixture (0.15 ml) containing 10 jumoles Tris-HCl (pH 7.4), 10 jumoles KC1, 2^moles magnesium acetate, 1.2 jumoles jS-ME, 10 fig poly U and 90 jug acetyl[3H]phe-tRNA (7,400 cpm) was incubated at 30°C for 50 minutes and then 0.04ml of antibiotic solution in 2.5% DMF was added to each sample. After incubation at 30°C for 6 minutes, 0.01 ml of [i4C]phe-tRNA (47 pg, 7,400 cpm) was added and samples were further incubated at 30°C for 10 minutes. N-Acetyl[3H]phe-tRNA and ["CJphetRNA bound to ribosomes were adsorbed to Millipore filters, whichweresoaked in 3ml of 0.3NKOH at 37°C for30minutes. To each test tube, 0.1 ml of 12nHC1was added and Millipore filters were removed. 1.5ml of ethyl acetate was added and 1 ml of the solvent layer was transfered to a scintilation vial. Radioactivity was counted in a scintillation counter following the addition of 10 ml of toluene-PPO-POPOP solutions).
Discussion
In a previous report2), it was reported that multhiomycin inhibited protein synthesis "both in vivo and in vitro and that the primary site of action might be located in some step following the formation of the messenger-ribosome complex. The results presented in this communication supports the idea that multhiomycin inhibits the binding of aminoacyl-tRNA to the aminoacyl site (the A site) on the ribosomes.
It has been proposed that there are two binding sites for AA-tRNA on the 70S ribosomes, one is the aminoacyl site (the A site) and the other the peptidyl site (the P site 
